[Abstract] The Mu-transposon system is one of the best characterized transposition systems. (Pinta et al., 2012) .
transposons can be constructed in the context of their carrier plasmids, isolated by BglII digestion and purified by anion exchange chromatography as described (Haapa et al., 1999 ).
2. Mix ddH2O, glycerol, and 5x complex buffer at RT, and transfer the tube on ice. Take appropriate volumes of the reagents according to the chart below. 
B. Concentrating your complexes
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1. Following assembly, reactions are pooled, and reaction products are concentrated (~10-fold) and desalted using Centricon YM-100 (100-kDa cut off, Millipore) centrifugal cartridges as described (Pajunen et al., 2005) . Pooled assembly reactions are diluted up to 2 ml with TGD buffer, applied on the Centricon, centrifuged 30 min 1,000 x g, washed once with 1 ml of TGD buffer (15 min 1,000 x g), and finally recovered with a reverse spin at 300 x g for 2 min. Typical volumes after Centricon concentrators range from 40 to 70 μl.
2. Alternatively, the concentration step can be done using polyethylene glycol (PEG6000) precipitation as described (Paatero et al., 2008 ).
3. Pool your 8 x 80 μl assembly reactions = 640 μl. 6. Incubate (precipitate) on ice 60 min.
Optional: Take 5 μl sample for gel as above.
7. Centrifuge for 60 min 13,000 rpm at 4 °C in a micro centrifuge.
8. Discard supernatant carefully without disturbing the pellet. 12. The assembly and concentration of the transposition complexes can be monitored by agarose/heparin/BSA gels as below (see Figure 1 ).
13. The transpositional activity of the preparation can be measured by an in vitro transposition assay using plasmid DNA as target and introduction of the reaction products into competent E. coli cells (Haapa et al., 1999 colonies is an indication of functional transposition complexes.
C. Transposition complex gel 1. Prepare an agarose/heparin/BSA gel (2% NuSieve 3:1 in 1x TAE, 87 μg/ml heparin, 87 μg/ml BSA). 2. Measure 1 g of NuSieve 3:1 agarose in a 250-ml flask.
3. Add 49 ml of ddH2O, and weigh the flask again (should be approx. 49 g).
Melt agarose in microwave oven (or equivalent).
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6. Add 1 ml 50x TAE buffer.
7. When the solution is about 55 °C, add 43.5 μl of heparin 100 mg/ml and 109 μl of BSA 40 mg/ml.
8. Prepare gel samples. For non-concentrated complexes (5 μl samples), add 0.5 μl of heparin 65 mg/ml, and 1 μl of 25% Ficoll PM 400 (w/v). For concentrated complexes, take 0.5-1 μl samples; add ddH2O up to 5 μl volume, and then heparin/Ficoll as above.
9. Run the gel in 1x TAE at 80 V (5 V/cm) for 2 h. preferably circulate the buffer with a pump.
10. Stain the gel with ethidium bromide 0.5 μg/ml in 1x TAE for 60 min. Staining can be prolonged up to overnight if necessary.
Optional: Destain the gel in 1x TAE or ddH2O for 20 min.
Take a picture (Figure 1 ).
D. Preparation of electrocompetent cells (Lamberg et al., 2002)
1. Inoculate a fresh YeO3-R1 colony into 25 ml SOB medium (without magnesium) in 100 ml flask. Grow the cells overnight with vigorous aeration at 37 °C.
2. Dilute 0.5 ml of the overnight culture into 500 ml of SOB in a 3 L flask. Grow for 2-3 h with vigorous aeration at 37 °C until the OD600=0.8. 9. Wash the cell pellet a second time by resuspending in 5 ml of sterile ice-cold wash buffer.
Add 200 ml wash buffer, and mix by inverting the bottle several times.
10. Centrifuge the cell suspension at 5,000 rpm for 15 min. 4. Add 1 ml of pre-warmed SOC medium, and combine the suspensions from the individual electroporations in a 50-ml flask.
5. Grow bacteria for 50 min at 28 °C with agitation (220 rpm).
6. Add 3.3 ml 50% glycerol to the final concentration of 15% (v/v).
7. Freeze the library as aliquots (e.g. 14 x 0.8 ml) in liquid nitrogen, and store at -80 °C.
14. Spread the mixture on a LA-Clm plate.
15. Repeat steps 13-14 four times to get altogether 5 plates.
16. Incubate the plates 1-2 days at RT to allow the growth of enterocoliticin-resistant mutants.
17. Pick up single colonies from the plates and spread as pure cultures on new LA-Clm plates.
These will constitute the candidate enterocoliticin-resistant mutants.
18. Incubate the plates 1-2 days at RT.
19. The enterocoliticin-resistance of the pure cultures has to be confirmed using a drop-test.
Divide an LA-Clm plate into 8-12 sectors and culture the mutants on the sectors as a lawn using inoculation loops. As control, culture known enterocoliticin-sensitive and -resistant bacteria on some sectors.
20. Immediately, apply a 2 μl drop of enterocoliticin in the center of each lawn.
21. Incubate the plate 1-2 days at RT and inspect the sectors.
22. He enterocoliticin-sensitive bacteria have no growth on the spot where enterocoliticin was applied while the enterocoliticin-resistant bacteria grow all over the sector.
Continue with the enterocoliticin-resistant mutants to section 8.
G. Determination of the killing potential of the enterocoliticin solution 1. Use a fresh colony of YeO3-R1 to inoculate 5 ml of TSB in a 15 ml tube. Grow the cells overnight with aeration at RT.
2. Measure the OD600 of the culture. Dilute the culture in PBS so to OD600 ~0.2. 
